mM NaOH for 18 h at 45°C, neutralized by addition of 10% acetic acid, desalted using an AG50-X8 (Bio Rad) cartridge, and eluted with 5% acetic acid. Borate was removed by resuspending the dried sample in 9:1 methanol/acetic acid followed by four cycles of drying under a stream of nitrogen at 37°C. Detached glycans were then permethylated, permethylated glycans were dissolved in 1 mM NaOH/50% MeOH and directly infused via nano-spray emitter onto a tandem mass spectrometer (LTQ Orbitrap XL, Thermo Scientific) at a flow rate of 0.4 μL/min for manual MS/MS analysis. Intact permethylated O-glycans were analyzed via FTMS in the range of m/z 300-2,000, and MS/MS spectra were acquired from m/z 50-2,000. AxGySz denotes the following: number of antennas (A), galactoses (G), and sialic acids (S) associated with each sequon.
